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Abstract
The degree of phenotypic divergence and reproductive isolation between taxon pairs can vary quantitatively, and often
increases as evolutionary divergence proceeds through various stages, from polymorphism to population differentiation,
ecotype and race formation, speciation, and post-speciational divergence. Although divergent natural selection promotes
divergence, it does not always result in strong differentiation. For example, divergent selection can fail to complete
speciation, and distinct species pairs sometimes collapse (‘speciation in reverse’). Widely-discussed explanations for this
variability concern genetic architecture, and the geographic arrangement of populations. A less-explored possibility is that
the degree of phenotypic and reproductive divergence between taxon pairs is positively related to the number of
ecological niche dimensions (i.e., traits) subject to divergent selection. Some data supporting this idea stem from laboratory
experimental evolution studies using Drosophila, but tests from nature are lacking. Here we report results from manipulative
field experiments in natural populations of herbivorous Timema stick insects that are consistent with this ‘niche
dimensionality’ hypothesis. In such insects, divergent selection between host plants might occur for cryptic colouration
(camouflage to evade visual predation), physiology (to detoxify plant chemicals), or both of these niche dimensions. We
show that divergent selection on the single niche dimension of cryptic colouration can result in ecotype formation and
intermediate levels of phenotypic and reproductive divergence between populations feeding on different hosts. However,
greater divergence between a species pair involved divergent selection on both niche dimensions. Although further
replication of the trends reported here is required, the results suggest that dimensionality of selection may complement
genetic and geographic explanations for the degree of diversification in nature.
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Introduction
The ecological niche is a key concept in ecology [1–10], and
also plays a central role in evolutionary divergence. For example,
during the process of ‘ecological speciation’, divergent selection
between niches drives phenotypic divergence and the evolution of
reproductive isolation [11–16]. Recent years have seen numerous
examples of this process in a wide range of taxa [17–19]. Another
increasingly realized factor is the often continuous nature of
evolutionary divergence (even if the end point of the process is the
development of a discontinuity) [20–39]. For example, phenotypic
divergence can vary quantitatively [8,12,13], as can the magnitude
of reproductive isolation [17–19,33,34], the degree of genotypic
clustering [22], and the extent of lineage sorting in gene
genealogies [23–28]. Different degrees of divergence can be
thought of as arbitrary ‘stages’ of evolutionary divergence [29–31].
For example, divergence may proceed through stages such as
polymorphism, population differentiation, ecotype and race
formation, speciation, and post-speciational divergence [20–39].
We stress that arguments for the existence of stages of divergence
do not rely on strict gradualism; shifts between stages could arise
after long periods of little or no change, such that divergence is not
always ongoing. Rather, the key point is that different taxon pairs
may, at any point in time, exhibit different degrees of phenotypic,
reproductive, and genetic divergence.
When it comes to the degree of divergence observed between
taxon pairs, ecological differences between populations often result
in some population differentiation, but in patterns inconsistent
with strong evolutionary divergence, such as imperfect reproduc-
tive isolation, ongoing gene flow, and weak genotypic clustering
[17–19,29,32–34]. Moreover, the collapse of distinct species pairs
formed by selection has been documented [35–40], and some
species pairs fail to diversify further following speciation [40–45].
What factors explain the extent to which divergent selection drives
evolutionary divergence? Some well-considered factors are genetic
architecture, time since divergence, and levels of gene flow
[10,17,21,46–48]. For example, the evolution of reproductive
isolation during speciation is promoted by pleiotropic effects on
reproductive isolation of genes under selection [47–52], physical
linkage of genes under selection and those conferring reproductive
isolation (perhaps facilitated by chromosomal inversions) [53–55],
one-allele assortative mating mechanisms [18,51,52,56,57], in-
creased time since divergence [17,19], and geographic barriers to
gene flow [17,21,33].
A less-considered explanation for variability in the degree of
evolutionary divergence concerns the nature of the ecological
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niche, and more specifically, the number of niche dimensions (i.e.,
traits) subject to divergent selection [21,50,58]. Divergence
between taxon pairs in a greater number of niche dimensions
might promote phenotypic divergence and reproductive isolation,
by causing population pairs to become more genetically divergent
and to differ in a greater number of adaptive phenotypic traits.
This, in turn, decreases the ecological fitness of hybrids and
increases the probability that divergence occurs in genes that affect
other forms of reproductive isolation (e.g., habitat and mate
preference, genetic incompatibilities in hybrids). Thus, the ‘niche
dimensionality’ hypothesis predicts a positive association between
the number of niche dimensions subject to divergent selection and
the degree of phenotypic, reproductive, and evolutionary diver-
gence. We stress, however, that this hypothesis is not mutually
exclusive from genetic, geographic, and time-based explanations
for the degree of divergence, and these factors may interact to
affect diversification (see discussion for consideration of causality).
The niche dimensionality hypothesis is not new, and has been
discussed by various workers in the past [49,50,58–65]. However,
it has received almost no focused empirical attention, despite its
potential for complementing more geographic and genetic
hypotheses. The idea itself stems largely from experimental
evolution work using Drosophila, where a review by Rice and
Hostert [50] noted that studies employing ‘multifarious’ divergent
selection on multiple traits were more likely to result in the
evolution of strong reproductive isolation than studies employing
selection on a single trait. However, even in this work, to our
knowledge no single study (i.e., one using the same species and
experimental design) applied treatments that selected divergently
on multiple versus single traits [50,58]. Tests from nature are also
lacking, owing in part to the difficulty of providing the required
estimates of divergent selection for multiple taxon pairs at different
stages of evolutionary divergence. Moreover, beyond just estimat-
ing such selection, a difficult task in its own right, testing the
dimensionality hypothesis requires experimentally manipulating
different sources of selection to isolate which niche dimensions are
under divergent selection. Here we use such manipulative
experiments, conducted in the wild, to test for patterns consistent
with the niche dimensionality hypothesis in taxon pairs of
herbivorous Timema walking-stick insects. Specifically, we consider
ecotypes of T. cristinae, ecotypes of T. podura, and the species pair T.
podura/T. chumash (Fig. 1). All these taxon pairs co-occur in
sympatry or parapatry in some portions of their range, but are
allopatric (i.e., separated by regions without suitable host plants) in
others [33].
Timema are wingless insects that feed and mate on a variety of
host-plant species in southwestern North America [66,67].
Nymphs and adults rest on the leaves of their host during the
day, and feed on the leaves at night. While resting on the plants,
Timema are vulnerable to predation by birds and lizards [68–72].
The taxon pairs considered here use two distinct host-plant genera
(Ceanothus spp: Rhamnaceae and Adenostoma fasciculatum: Rosaceae).
These plants differ phenotypically: Ceanothus is relatively large,
tree-like, and broad-leaved, while Adenostoma is small, bush-like,
and exhibits thin, needle-like leaves. The host plants also belong to
different families with differing phytochemistry [72]. Thus, two
niche dimensions upon which divergent selection between hosts
might act are cryptic morphology (to evade visual predators) and
physiology (to adapt to plant chemistry). These are likely common
axes of divergent selection in phytophagous insects [63,73,74].
Past experimental work focused exclusively on host-plant
ecotypes of T. cristinae and of T. podura, defined by the host species
they are found upon (T. cristinae regularly uses both host species, T.
podura predominantly uses Adenostoma, but rare populations on
Ceanothus exist) [33,72]. Thus, different ecotypes feed on different
host plant species, while multiple populations feeding on the same
host species (in different geographic localities) comprise a single
ecotype. In both species, different ecotypes exhibit moderate levels
of evolutionary divergence. For example, they exhibit some
differentiation in a whole suite of phenotypic traits, including
colour, colour-pattern, body size, body shape, resting behavior,
and pheromones [33,68–72]. The ecotypes also exhibit partial, but
incomplete, progress towards ecological speciation [33,72,75–80].
Specifically, multiple forms of reproductive isolation, such as
habitat and sexual isolation, are stronger between pairs of
populations using different hosts than between pairs of populations
using the same host [33,75], a signature of the process of ecological
speciation [15–19]. Importantly, phenotypic divergence and
reproductive isolation between the ecotypes has a genetic basis
[33,76–79].
However, a critical point is that although the ecotypes have
diverged to some extent, speciation was not completed, and levels
of divergence may not progress any further (Fig. 1). Experimental,
morphological, and molecular data each indicate incomplete
reproductive isolation between ecotypes, only weak genotypic
clustering, and substantial gene flow between them, all indicative
of incomplete speciation [33,72,75–80]. For example, divergence
in host-plant preference, a common form of premating reproduc-
tive isolation between insect populations (i.e., ‘habitat isolation’)
[15–18], is weak between ecotypes of both species. In fact, both
ecotypes of both insect species generally prefer Ceanothus in
preference trials, but with the Ceanothus ecotype exhibiting a
slightly stronger preference for Ceanothus [72,78,79]. Ecotypes also
exhibit weak phylogenetic divergence; they are not monophyletic
in gene genealogies based upon mitochondrial (COI) DNA
sequences, nuclear (ITS-2) DNA sequences, or AFLPs
[75,80,81]. Finally, the ecotypes are considered conspecific in
traditional taxonomic classification [66].
Experiments with the ecotypes have shown that divergent
selection occurs for crypsis, but not for physiology [68–72].
Specifically, in the face of predation there are strong survival
trade-offs between hosts such that each ecotype has much higher
survival on its native host. In contrast, reciprocal transplant
experiments in the absence of predation show that fecundity is
higher on Ceanothus for both ecotypes of both species (i.e., no
physiological trade-offs in host use). Thus, ecotypes of both species
are subject to divergent selection only along the single niche
dimension of crypsis.
We stress that these ecotypes are not necessarily in the act of
differentiating further, and our test of the niche dimensionality
hypothesis does not require that they will one day diverge to
become distinct species (and thus we do not argue for such a
scenario here). The key point is that the ecotypes exhibit moderate
phenotypic and reproductive divergence, represent some interme-
diate stage of evolutionary divergence (i.e., prior to the completion
of speciation), and are subject to divergent selection only on the
axis of cryptic colouration. We also note that the ‘ecotype’
designation is somewhat arbitrary, other workers might consider
them ‘morphs’. We retain the term ecotype, because the
populations on different host plants differ in a whole suite of
phenotypic traits [33,68–72], different traits are sometimes
independently inherited by different genes [33,79], and the
ecotypes also exhibit partial reproductive isolation [33,72,75–
80]. Here we ask if a greater level of phenotypic and evolutionary
divergence than observed between ecotypes is associated with
selection on more niche dimensions (i.e., colour and physiology).
Our interpretation of the results relies on the ecotypes representing
a weaker degree of phenotypic and evolutionary divergence than
Multifarious Natural Selection
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the species pair discussed below. In contrast, our interpretation
does not depend on whether the ecotypes are in the act of
differentiating further, or if they are being maintained at their
current level of differentiation as ‘polymorphism’ within species.
Results
Here we report novel experimental data on divergent selection
and phenotypic divergence between the species pair T. chumash
and T. podura. The new data we report here are from T. chumash on
Ceanothus (this species is not found on Adenostoma in nature) and T.
podura on Adenostoma (T. podura is sometimes found on Ceanothus as
well, but such populations are not treated in the between-species
comparisons reported here). Both these species are monomorphic
for colour within a particular host plant. In all the data presented
here, T. podura were from Adenostoma and thus always a ‘brown’
morph, and T. chumash were from Ceanothus and thus always a
‘green’ morph.
Past molecular data suggest that these two species are more
divergent from one another than the ecotypes discussed above,
indicating that arguments for stronger divergence of the species
pair do not rest solely upon traditional taxonomic classification.
For example, sampling across both allopatric and sympatric sites
shows that, unlike the ecotypes, the two species are reciprocally
monophyletic for COI [81]. T. podura and T. chumash are also
considered separate species under taxonomic classification, and
are closely-related but unlikely to be sister-species (see discussion
for the implications) [66,67,81].
Here we provide new morphological and experimental data on
the distinctiveness of this species pair. The difference between the
brightness of the exterior and central part of a Timema’s body
(‘brightness contrast’) is under strong divergent selection between
hosts (Ceanothus versus Adenostoma) [71], and the degree of
divergence in this trait thus represents one measure of the degree
of divergent host-plant adaptation. The magnitude of divergence
in brightness contrast is greater between T. podura/T. chumash than
between ecotypes within species (Fig. 1; congruent patterns occur
for most other morphological traits, Table 1). Trends in the same
direction were detected for behavioral divergence in host-plant
preference, where host preference experiments show that for the
species pair, each insect species prefers its native host (insect
Figure 1. The number of niche dimensions subject to divergent
selection and speciation of Timema walking-stick insects.
Depicted are the two ecotype pairs and the species pair studied for
the degree of phenotypic and evolutionary divergence in relation to the
number of niche dimensions subject to divergent selection. A1 and C1
refer to ecotypes of T. cristinae (A =Adenostoma and C=Ceanothus
hereafter). A2 and C2 refer to ecotypes of T. podura. A3 and C3 refer to
the species pair T. podura and T. chumash, respectively. The ecotype
pairs exhibit weaker divergence in morphology, host preference, and
mtDNA than the species pair, and are also subject to divergent
selection on fewer niche dimensions. A) Photographs of the three taxon
pairs, and divergence in colour-pattern between them (brightness
contrast, mean695% C.I.). Host plants are also shown. B) Summary of
divergence in host plant preferences and mtDNA (colours represent
host plant use). D%C refers to the difference between each taxon pair in
the percent of individuals choosing Ceanothus over Adenostoma in host
preference trials [data from 78, 72, and the current study for T. cristinae
ecotypes, T. podura ecotypes, and the species pair, respectively]. The
phylogenetic trees are schematic for simplicity. The patterns depicted
were robust to alternative methods for tree construction [75, 81 for
details]. C) The nature of selection on crypsis and physiology for each
taxon pair. For crypsis, the term ‘survival’ is used as a general y-axis
label, representing the fitness of each insect host form on each host
species. For ecotypes, the y-axes specifically represent 1- the proportion
of insects eaten in predation trials with scrub jays [data from 72]. For
the species pair, the y-axis specifically represents the proportion of each
insect species on each host plant at the end of the field experiment
(shown in more detail in Fig. 2). Further evidence that selection is
exerted by visual predation stems from the observation that: (a) survival
was measured using predation trials, or (b) divergent selection in
manipulative field experiments was detected in the presence, but not in
the absence, of visual predation [see also 70, 71]. For physiology, the y-
axis represents lifetime fecundity in all cases (data on survival for the
species pair are also reported in Fig. 2). The data depicted can be used
to infer the presence versus absence of divergent selection, but should
not be used to quantitatively compare the strength of selection
(because somewhat different experimental procedures were used
among taxa). For simplicity, error bars were removed for the current
figure, but are depicted in Fig. 2. See text for statistical details.
doi:10.1371/journal.pone.0001907.g001
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species x host picked, x2 = 15.94, p,0.001, n = 62; T. podura and
T. chumash picking Adenostoma in 64% and 14% of trials,
respectively), a substantially greater degree of preference diver-
gence than observed between ecotypes (Fig. 2). Thus, the species
pair is more genetically, morphologically, and behaviorally distinct
than the two ecotype pairs, and represents a greater overall level of
evolutionary divergence.
There is no previous data on divergent selection in the T.
podura/T. chumash species pair, prompting us to test for such
selection at a site where the two species co-occur in sympatry.
First, we tested for divergent selection on crypsis using a
manipulative field experiment. An equal number of individuals
from each insect species were released onto individual plants
previously cleared of all Timema (40 plant individuals). This
procedure was conducted for each host species, in both the
presence and absence of predation (insects could disperse from all
four of these treatments, see Methods). Changes through time in
the proportion of insects that were T. chumash were then assessed
(i.e., at the onset of the experiment this proportion was 0.5 for all
plant individuals). In both the presence and the absence of
predation, the proportion of T. chumash went down on its non-
native host, and, conversely, went up on its native host (Fig. 2).
However, the difference between the two host species in the final
proportion of T. chumash was much greater in the presence of
predation than in its absence (host x predation treatment
interaction, F1,40 = 4.57, p = 0.039, ANOVA). When each preda-
tion treatment was considered separately, differences between
hosts in the final proportion of T. chumash were highly significant in
the presence of predation (main effects of host, F1,20 = 9.63,
p = 0.006), but not in its absence (main effects of host, F1,20 = 2.02,
p = 0.17). The small changes in the relative proportion of each
species in the absence of predation may represent species-specific
dispersal or physiological trade-offs in host-plant use, and the
much larger effect in the presence of predation indicates that
divergent selection on crypsis occurred [70,71].
Second, we tested for divergent selection on physiology in the
species pair T. chumash/T. podura. This involved raising nymphs of
each species inside of mesh enclosures (which exclude visual
predators), on each host in their natural habitat, in a field
reciprocal-transplant experiment similar to the ones used to show
a lack of physiological trade-offs between the ecotypes discussed
above. The mean number of individuals surviving during the
experiment was dependent upon an interaction between the
species of Timema tested and the species of host plant that insects
were transplanted to (Fig. 2). This pattern is consistent with
divergent selection and fitness trade-offs [16,62]. This interaction
was significant in the best model chosen using AIC (F1,87 = 4.27,
p = 0.042; Tables 2 and 3 for full results), and was significant or
marginally insignificant in other models (Table 2). Specifically, on
Ceanothus the mean number of individuals surviving was similar for
the two Timema species (F1,29 = 0.78, p = 0.38). On Adenostoma, the
number of individuals surviving was much greater for T. podura
(whose native host is Adenostoma) than for T. chumash (who does not
utilize Adenostoma in the wild) (F1,29 = 10.97, p = 0.002). Similar and
even stronger trends were observed for fecundity, where
interactions between Timema species and host-species transplanted
to were statistically significant, and each Timema species exhibited
higher fecundity on its native host than on its alternative host
(Fig. 1; F1,120 = 11.14, p= 0.001 for interaction term in best fit AIC
model; p,0.01 for interaction terms in second and third best AIC
models, and in a full factorial model, Table 4). As for survival,
fecundity differences between insect species were significant on
Adenostoma (F1,29 = 8.50, p = 0.007), but not on Ceanothus
(F1,29 = 3.35, p = 0.08). We note that significance testing aside,
Figure 2. Host preferences and tests for divergent selection on
crypsis and physiology. A) Host-plant preferences of Timema collected
from Adenostoma (T. podura) or Ceanothus (T. chumash). Shown for each
insectspecies is thepercentof individuals choosingeachhostspecies inhost
choice trials. Numbers of individuals are denoted above the bars. Each
Timema species preferred its native host. B) Results of the predation
experiment.T.poduraandT.chumashwerereleasedatequalproportiononto
Ceanothus andAdenostomabushes. Fourweeks later the relativeproportion
of each insect species had diverged, but to a much larger extent when
predationwaspresentversus absent. Shown is theproportionofT. chumash
(61S.E.)oneachhostspecies.C)Resultsofthephysiologyexperiment.Norm-
of-reaction plots showingmeans and standard errors (61 S.E.) of survival of
walking-sticks from Ceanothus or Adenostoma raised on their native or the
alternativehost-plantspecies.Survivalwasestimatedasthemeannumberof
insects observed alive within an enclosure, averaged across the multiple
census periods. Physiological trade-offs in host plant usewere evident.
doi:10.1371/journal.pone.0001907.g002
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the best AIC model (off all possible models) for both fecundity and
for survival included a Timema species by host species interaction
term (Table 2). Thus, physiological trade-offs in host plant use
occurred in the species pair, a clear contrast with the results from
the ecotypes.
Discussion
We found that the species pair examined here was more
phenotypically and evolutionarily divergent than previously
studied ecotype pairs, and that the species pair was also subject
to divergent selection on a greater number of niche dimensions.
The findings suggest that selection on a greater number of niche
dimensions promotes evolutionary divergence. Of course, replica-
tion of the data reported here is required before the robustness and
generality of our findings can be known. This is especially the case
because only a single species pair was examined. Nonetheless, the
level of replication reported here is typical of studies of ecological
speciation (due in part to difficulties in implementing the necessary
field experiments) [15,16,18], and the collective findings suggest a
tentative and testable model for the diversification of Timema stick-
insects (Fig. 3). The model is as follows. Pairs of populations using
the same host-plant species exhibit little or no reproductive
isolation, and differ along neither the niche dimension of crypsis
nor that of physiology. Phenotypic divergence and speciation can
be initiated by shifts in host-plant use, which first results in
divergent selection on crypsis. However, divergent selection on the
single dimension of crypsis may be insufficient to complete
speciation. Greater adaptive divergence and reproductive isolation
might be observed only when selection on crypsis is coupled with
selection on the additional dimension of physiology. Future work
in Timema should focus on why host plant shifts sometimes result in
selection on multiple dimensions, but other times do not. Such
work would be particularly informative given the taxon pairs
studied here have diverged in the same host-plant genera, yet
differ in the number of niche dimensions subject to divergent
selection.
Our findings also provide some preliminary information on the
temporal order of evolution of different traits during evolutionary
divergence. Specifically, the results suggest that colouration
differences may evolve first, followed by physiology (although
again, further data from additional taxon pairs is required to
substantiate this hypothesis). If visual predation is intense following
the colonization of a new host species, a very low proportion of
individuals may survive long enough to be subject to selection on
physiological traits. This raises the interesting possibility that
physiological adaptation is more likely when predation is weak.
The results also suggest that some host preference evolution can
occur via selection on crypsis alone, before (i.e., without)
physiological adaptation, because the ecotypes do exhibit weakly
divergent host preferences despite being subject only to divergent
selection on crypsis. Nonetheless, stronger preference divergence
might require selection on both crypsis and physiology, as
observed in the species pair examined here.
In some sense, it is not surprising that the species pair was more
phenotypically and evolutionarily divergent than the ecotypes
within species, and was also subject to selection on more niche
dimensions. However, we stress that this need necessarily be the
Table 1. Morphological divergence between walking-stick taxon pairs.
Taxon Pair
T. cristinae ecotypes T. podura ecotypes T. podura/T. chumash species pair
Trait
C
mean
A
mean D % D F1,683 p
C
mean
A
mean D % D F1,49 p
C
mean
A
mean D % D F1,172 p
1 70.25 71.96 21.71 2.4 2.50 0.11 47.02 35.11 11.91 25.3 3.27 0.08 77.89 35.11 42.78 54.9 200.92 0.000
2 76.24 68.67 7.57 9.9 40.72 0.000 51.36 26.41 24.95 48.6 13.14 0.001 55.15 26.40 28.75 52.1 49.95 0.000
3 43.49 39.44 4.05 9.3 78.06 0.000 40.33 25.22 15.11 37.5 18.71 0.000 54.16 25.22 28.94 53.4 181.73 0.000
4 67.46 66.97 0.49 0.7 0.35 0.55 52.05 44.50 7.55 14.5 1.71 0.20 71.64 44.50 27.14 37.9 108.67 0.000
5 74.29 61.97 12.32 16.6 106.12 0.000 59.05 38.67 20.38 34.5 13.71 0.001 61.79 38.67 23.12 37.4 31.18 0.000
6 49.02 50.89 21.87 3.7 19.09 0.000 48.84 39.44 9.40 19.2 15.37 0.000 54.32 39.44 14.88 27.4 75.58 0.000
7 0.180 0.172 0.008 4.4 21.70 0.000 0.163 0.163 0.000 0.0 0.00 0.99 0.209 0.163 0.046 22.0 21.94 0.000
8 0.237 0.215 0.022 9.3 55.16 0.000 0.206 0.285 20.080 27.7 58.03 0.000 0.276 0.285 20.009 3.2 0.214 0.644
9 0.305 0.274 0.031 10.2 40.32 0.000 0.284 0.437 20.15 35.0 84.95 0.000 0.350 0.437 20.087 19.9 11.17 0.001
10 1.52 1.41 0.11 7.2 27.03 0.000 1.38 2.20 20.82 37.3 114.07 0.000 1.57 2.20 20.630 28.6 35.25 0.000
11 0.08 20.40 0.49 - 55.15 0.000 21.04 20.36 20.68 - 4.89 0.03 0.91 20.36 1.27 - 17.87 0.000
12 0.40 0.14 0.26 - 18.14 0.000 20.91 23.04 2.13 - 22.73 0.000 20.77 23.04 2.28 - 62.67 0.000
13 0.16 20.14 0.30 - 20.10 0.000 21.48 23.17 1.69 - 10.17 0.003 0.48 23.17 3.65 - 429.08 0.000
14 0.50 20.01 0.51 - 65.25 0.000 20.08 20.21 0.13 - 0.23 0.63 21.04 20.21 20.83 - 7.11 0.008
We consider here ten traits that were examined in [71], as well as principle components (PC) axes generated from all these ten traits or from the colour variables only.
Divergence in trait means between hosts was often statistically significant for all three taxon pairs (testing using F-ratios in ANOVA analyses), but the magnitude of
divergence tended to be greater for the species pair than the ecotype pairs (particularly for colour traits, which are known to be under host-specific selection). Mean
trait values are shown for Ceanothus (C) and Adenostoma (A), along with the difference between means (D=mean on Ceanothus minus mean on Adenostoma). Also
shown is the percent difference between means (% D), calculated as 1–(smaller value/larger value). Thus, larger values of % D represent larger differences between
taxon pairs (due to negative means, this calculation was not conducted for PC axes). This calculation is in bold to emphasize standardized differences between taxon
pairs. Traits are as follows: 1 = body hue, 2 = body saturation, 3 = body brightness, 4 = stripe hue, 5 = stripe saturation, 6 = stripe brightness, 7 = head width, 8 = femur
length, 9 = thorax width, 10 = body length, 11 = PC1 using all ten traits, 12 = PC2 using all ten traits, 13 = PC1 using only colour variables, 14 = PC2 using only colour
variables.
doi:10.1371/journal.pone.0001907.t001
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case. For example, the increased phenotypic divergence and
progress towards speciation could have had nothing to do with
selection on an additional niche dimension (in this case
physiology), but instead could have been related to any number
of other factors, including stronger selection on a single dimension
(in this case crypsis) [17–19,21,71], non-host plant related selection
[15,80], the opportunity for genetic drift [17,21], the geographic
arrangement of populations [21], or the genetic basis of the traits
under selection [18,47–55]. This is particularly the case because
distinct species pairs of herbivorous insects that use different host
plant species but do not exhibit physiological trade-offs between
hosts are known [73,74].
A number of other factors warrant consideration when
interpreting our results. First, there are interesting issues related
to the interface of polymorphism maintenance and speciation. We
argued above that our conclusions do not depend on whether the
Table 2. AIC model selection results, with the different models sorted from best to worse fit.
Block Species Host Block*Species Block*Host Species*Host Block*Species*Host AIC
Survival
X X X X 213.2
X X 213.4
X X X X X 214.1
X X X X X 215.1
X X X 215.3
X X X 215.3
X X X X X X 216.1
X X X X 216.3
X X X X 217.2
X X X X X X X 217.5
X 217.9
X X X 218.0
X X X X X 218.2
X X 219.9
X 221.2
X X 223.2
X X X 224.2
X 227.2
Fecundity
X X X 396.3
X X X X 396.8
X X X X X 397.9
X X X X X 398.3
X X X X X X 399.4
X X X X X X X 400.8
X 403.9
X X 404.5
X X 405.3
X 405.3
X X X 405.7
X X X 405.9
X 406
X X 406.7
X X X X 407.1
X X X X 407.5
X X X 408.2
X X X X X 408.7
The term of interest in testing for divergent selection is the Species*Host interaction. For survival, the interaction between Species and Host was significant in the best fit
AIC model (F1,87 = 4.27, p = 0.042), and significant or marginally insignificant in other models (full factorial model, F1,29 = 3.03, p = 0.09; second and third best models
picked by AIC that included the interaction, F1,58 = 3.72, p = 0.06, F1,58 = 4.04, p = 0.049, respectively). For fecundity, the interaction was significant in the best AIC model
(F1,120 = 11.14, p = 0.001), and in other models (p,0.01 for interaction terms in second and third best AIC models, and in a full factorial model).
doi:10.1371/journal.pone.0001907.t002
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ecotypes are differentiating further, or if they represent a
‘polymorphism’ that is maintained within species for a long period
of time (the age of the ecotype pairs supports the latter
interpretation, see below). Nonetheless, it is of interest to consider
the maintenance of polymorphism, and the potential contribution
of frequency-dependent selection to this process. Frequency
dependent selection has been shown to be important for the
maintenance of morphs in damselflies [38,39], lizards [35],
guppies [82,83], and other organisms [reviewed by 37, 39].
Although there is no direct data in Timema, some role for
frequency dependence is suggested by the observation that
maladaptive (i.e., less cryptic) morphs are maintained at low
frequencies within allopatric populations for long periods of time
[68,69,70,77,84]. This could occur via a number of mechanisms
(e.g., occasional gene flow into allopatry) [84], but one pertaining
to frequency dependence is increased shelter from predation for
rare, less cryptic morphs, via the formation of a search image by
predators for more common (but more cryptic) prey [85].
Table 3. Significance testing of the terms in the best AIC model (Table 2 for details), for survival and fecundity (the term of interest
in testing for divergent selection is the Species*Host interaction, which was significant for both survival and fecundity, and is
indicated in bold).
Source Type III Sum of Squares df Mean Square F Sig.
Survival
Intercept Hypothesis 110.21 1 110.21 241.02 0.000
Error 13.26 29 0.46
Species Hypothesis 3.33 1 3.33 10.94 0.001
Error 26.50 87 0.31
Host Hypothesis 0.02 1 0.02 0.06 0.805
Error 26.50 87 0.31
Species * Host Hypothesis 1.30 1 1.30 4.27 0.042
Error 26.50 87 0.31
Block Hypothesis 13.26 29 0.46 1.50 0.077
Error 26.50 87 0.31
Fecundity
Intercept 31.01 1 31.01 20.47 0.000
Species 4.41 1 4.41 2.91 0.091
Host 1.01 1 1.01 0.67 0.416
Species * Host 16.88 1 16.88 11.14 0.001
Error 175.70 116
Total 229.00 120
Corrected Total 197.99 119
doi:10.1371/journal.pone.0001907.t003
Table 4. Mean and standard error of fecundity of each
Timema species when transplanted to Ceanothus versus
Adenostoma.
Host transplanted to Timema species mean (s.e.)
Ceanothus T. chumash 0.60 (0.21)
Ceanothus T. podura 0.23 (0.10)
Adenostoma T. chumash 0.03 (0.03)
Adenostoma T. podura 1.17 (0.38)
Each insect species had higher fecundity on its native host, but differences
between Timema species were significant only for Adenostoma (p = 0.08 on
Ceanothus and p,0.01 on Adenostoma).
doi:10.1371/journal.pone.0001907.t004
Figure 3. Summary of dimensionality of niche divergence in
cryptic morphology and physiology, in relation to the diver-
sification of Timema. The graphs depict fitness functions (y-axis is
fitness, x-axis is trait value/habitat of origin), with crossing lines
indicative of divergent selection. Population pairs using the same host
(left, e.g., two populations in different geographic location that both
use Ceanothus) are not exposed to divergent selection and show no
progress towards speciation. Ecotype pairs (center) are exposed to
divergent selection along a single axis (crypsis), and show only partial
progress towards speciation. Species pairs (right) are exposed to
divergent selection along both axes.
doi:10.1371/journal.pone.0001907.g003
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However, a role for frequency dependent selection that outweighs
that of divergent selection for explaining patterns of divergence is
unlikely given that: 1) morphological traits (colour, size, shape) are
strongly related to host plant use (i.e., divergent selection), 2)
colour morph frequencies are stable through time, at the scale of
months, years, and even decades, with no evidence for strong
temporal oscillations [68,69,70,84], 3) colour is often monomor-
phic within host species, precluding frequency dependent selection
within hosts (e.g., T. chumash is always green, T. podura on
Adenostoma is always brown), and 4) when polymorphism within
hosts does occur, a process other than frequency dependence,
namely gene flow between hosts, is known to play a central role in
generating and maintaining variation [68,69,70,77,84]. However,
we certainly do not rule out some role for frequency dependence,
and further studies focused on it would be of interest.
Another issue pertaining to polymorphism maintenance is the
evolution of genetic dominance. Selection might favor the
evolution of dominance among alleles, making heterozygotes
more similar to one of the homozygotes [36–39]. Resembling a
homozygote has advantages under both frequency-dependent
disruptive selection within populations and under divergent
selection between environments. In the former, homozygotes have
higher fitness because they are rare [36,39]. In the latter, one
homozygote has the highest fitness in each environment (i.e.,
intermediates do poorly in both environments, and each
homozygote is best adapted to its native versus the alternative
environment) [18]. Thus, there may be a race between how fast
dominance versus reproductive isolation between sympatric
morphs evolves [36,39]. A good understanding of the extent to
which such processes occur in Timema awaits more detailed data
on the genetic basis of the traits under selection. Some preliminary
insight does exist. One of the colour-pattern elements in T. cristinae
(the presence versus absence of a dorsal stripe) does appear to be
controlled by a single Mendelian locus with dominance of the
unstriped allele [70,79]. However, dominance is incomplete and
other traits in this species, such as host preference, appear to have
a more additive, polygenic basis [78]. The genetic basis of host
adaptation in T. podura and T. chumash is unknown (and neither
species exhibits the stripe that T. cristinae does). We do note that
there is little or no evidence for sexual dimorphism of colour traits
in Timema [68,69,70–72,79], suggesting that sex-limited expression
is not involved in polymorphism maintenance. Further genetic
data will help elucidate the extent to which selection and
polymorphism maintenance affect the evolution of genetic
architecture.
We note that the species pair examined here are not sister
species. We thus focused on evolutionary divergence most
generally, rather than the origination of the particular species
pair examined. We considered different stages of evolutionary
divergence, with post-speciational diversification being particularly
relevant to divergence between non-sister species pairs such as the
pair examined here. Nonetheless, we note that much has been
learned about speciation by studying taxon pairs that are not sister
taxa. For example, consider the seminal paper by Coyne and Orr
[86] that plotted levels of reproductive isolation between species
pairs of Drosophila against genetic distance (a proxy for time since
divergence). Most of the species pairs examined were not sister
species, yet this study generated influential insight into the
evolution of reproductive isolation during the process of
speciation. The study confirmed empirically the hypothesis that
reproductive isolation increases with time, and also showed that
premating isolation tends to be accentuated in sympatry versus
allopatry (thereby rekindling enthusiasm for the controversial
theory of reinforcement speciation) [17]. A suite of similar articles
in disparate taxa (also using non-sister species pair) emerged since
the original Drosophila work [reviewed in 17]. A recent study added
data on ecological divergence to all these previously published
studies of the association between reproductive isolation and
genetic distance [19]. That study found a consistent positive
association between reproductive isolation and ecological diver-
gence, independent from time, across the disparate taxa studied to
date. The results suggest that ecological divergence is a
taxonomically general promoter of speciation. In short, much
has been learned about speciation using non-sister taxa, by
analyzing the causes of reproductive and evolutionary divergence.
Thus, our current work does provide some insight into
speciation specifically, especially when the history of host plant
use in the genus Timema is considered. Ancestor state reconstruc-
tions on a mitochondrial DNA phylogeny indicate that the most
likely ancestral condition in the genus Timema was the use of both
Ceanothus and Adenostoma (e.g., the root of phylogeny was
reconstructed as a generalist using both these host species) [67,
81 for details]. Thus, a plausible phylogenetic scenario for
divergent host plant adaptation is that ecotypes of T. cristinae and
ecotypes of T. podura have been adapting to these two different
hosts for quite some time, whereas T. chumash lost the use of
Adenostoma and became specialized to Ceanothus (potentially
resulting in the additional selection on physiology reported here,
and contributing to the divergence of T. chumash from it’s close
relatives).
A final interesting question concerns the role of time since
divergence. Some observations suggest that time does not play a
large role in explaining the collective results in Timema. For
example, the ecotypes of T. cristinae have not completed speciation,
yet molecular data indicates that they are relatively old (or at least
not extremely recent). For example, allopatric population pairs of
the T. cristinae ecotypes exhibit mitochondrial (4% at COI) and
nuclear (2% at ITS-2) DNA sequence divergence consistent with
up to two millions years since the initiation of population
divergence, and they also exhibit substantial FST values at AFLP
loci (mean FST= 0.09) [75,76,80,81]. Moreover, levels of repro-
ductive isolation between populations of this species are uncorre-
lated with neutral genetic divergence (a proxy for time) [33,75,76].
A good estimate of the age of the species pair T. podura and T.
chumash awaits further data [81]. Thus, although increased
dimensionality of niche divergence may play a causal role in
driving phenotypic divergence and progress towards speciation,
the role of time in allowing such increased dimensionality deserves
further study. Experiments with very recently formed species pairs,
perhaps younger in age than the ecotypes, could address this issue.
This raises some further points about inferring causality: increased
dimensionality of niche divergence might promote speciation,
reduced gene flow might allow divergence in a greater number of
niche dimensions, or these two processes feed back on one another
[77,87,88]. Two arguments indicate that the causal arrow lies, at
least to some extent, in the direction of selection on more niche
dimensions promoting speciation. First, we measured actual
selection, rather than simply phenotypic divergence, and the
former might be less affected by gene flow [84]. Second, allopatric
population pairs using different hosts exist within all three taxon
pairs. Such populations likely undergo little or no gene flow from
the alternative host [33,68,70,76–79,84], indicating that gene flow
is unlikely to constrain their niche divergence, and conversely, that
niche divergence promotes speciation.
Although further studies are required to tease apart the role of
time and causal associations, our results clearly show that for the
few Timema taxa examined so far, the dimensionality of selection is
positively associated with the degree of evolutionary divergence in
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nature. Comparable examples from other taxa are sparse, but
recent evidence based upon levels of phenotypic divergence (rather
than actual estimates of selection), or detailed consideration of
selection on a singe niche dimension, does exist. For example,
diapause life history traits among Rhagoletis pomonella group flies are
likely under multifarious selection related to pre- and post-winter
conditions, creating a stronger ecological barrier to gene flow [64].
In Lake Victoria cichlids, the degree of neutral genetic divergence
between a sympatric species pair along a transect (a proxy for the
degree of reproductive isolation) is related to the number of
different types of phenotypic traits that have diverged between the
species pairs (e.g., habitat choice behavior as inferred from water
depth and distance from shore in the lake, diet inferred from stable
isotopes, male aggression, parasites, and divergence in opsin genes
affecting colour vision) [65,89–91]. Importantly, these results from
natural populations support those from experimental evolution
studies, suggesting that dimensionality of selection may be a
general complement to widely-considered genetic and geographic
explanations for variability in the degree and rate of evolutionary
diversification. Different stages of evolutionary divergence are
evident in many taxa, and quantification of the dimensionality of
niche divergence between them will allow tests of the generality of
the niche dimensionality hypothesis.
Materials and Methods
Colour measurements
Body and stripe brightness were estimated from digital photo-
graphs, using previously published procedures [71]. Brightness
contrast was calculated as body brightness minus stripe brightness.
The data for T. cristinae stem from a previous study, whereas all the
data for T. chumash (n= 164) andT. podura (n= 41, 9 for Ceanothus and
Adenostoma respectively) were collected for the current study.
Study Populations
The field experiments used individuals from a site in Southern
California, which was about 200 m6200 m square. All the
experiments used only individuals from this site. Timema were
captured by sampling randomly throughout the entire site using
sweep nets. The physiology experiment was conducted at Poppet
Flat, whereas the perturbation experiment was conducted at a site
several hundred meters away (and the intervening area had burned
the previous year, such that movement between sites was unlikely,
especially given the low dispersal ability of these wingless insects,
estimated at 12m per generation on average) [92]. All statistical
analyses (described hereafter) used two-tailed probabilities.
Host-plant preferences
In March 2007, host-plant preferences of both species were
assayed using procedures applied in past studies [72,78,79].
Individual walking-sticks were placed in the bottom of a 500 ml
plastic cup (height, 15 cm), with one 12cm host cutting from each
host-plant species in the cup (n = 33 T. podura and 29 T. chumash).
The top of each container was covered with mesh, secured by
elastic bands. These assays were initiated in the evening and test
animals were left in darkness overnight (the insects feed
nocturnally). In the morning, we recorded which host species
each individual was resting on. Each individual was used only once
and the branches of each host species were paired by collection site
within each cup. A chi-squared test was used to determine whether
the two species differed in their host plant preferences. In the field,
T. podura was occasionally captured on Ceanothus, whereas extensive
collecting by both authors never resulted in the capture of T.
chumash on Adenostoma.
Predation experiment
A manipulative perturbation experiment was conducted to test
for divergent selection from visual predators. Procedures were
similar to a past study [70]. The experiment was initiated in early
March 2007. There were four treatments, Ceanothus versus
Adenostoma, in the presence versus absence of visual predators,
where avian predators were excluded using chicken-wire enclo-
sures (3 cm mesh such that insects could disperse from both
treatments). Using a total of 40 bushes (10 per treatment), we
removed all the Timema from a bush, by shaking the bush
vigorously until no Timema were captured in sweep nets after
15 minutes of shaking. Sample bushes were separated from all
other suitable host plants by a minimum distance of 5m. Upon
each individual bush, we then placed 10 individuals of each insect
species. Four weeks later, we recorded the frequency of each
species on each bush. This was done by placing a white sheet
underneath the bush, visually inspecting the bush for Timema, and
then shaking each branch such that any undetected insects would
fall onto the sheet. A recapture session was considered complete
when no walking-stick insects were found after 15 minutes of
shaking the branches of a particular bush. ANOVA tested whether
the final proportion of individuals that were T. chumash was
dependent upon host species, presence versus absence of
predators, or an interaction between these two factors.
Physiology experiment
A reciprocal-transplant experiment was conducted to test for
physiological trade-offs in host-plant use, using procedures similar
to a past study [72]. We raised field-collected newborn nymphs
inside of mesh enclosures (which exclude vertebrate predators), on
each host in their natural habitat. A randomized block design was
used, yielding four different treatments within each individual
block, in a 262 factorial design (T. podura transplanted to both
hosts, and T. chumash transplanted to both hosts). In each of 30
blocks, there was one shrub of each host species, separated by less
than 2 m. Within each treatment for a given block, two newborn
individuals of the same species were added to a fine mesh bag that
enclosed a branch of the food plant sufficiently large
(40 cm660 cm) to support them until maturity. A cup of soil
was added because Timema coat their eggs with soil. Every block
was 3–10 m from its nearest neighbor with the farthest blocks
approximately 200 m apart. The experiment was set up from
March 4–17, 2007. We recorded the number of insects alive
within each enclosure on April 22, May 7, May 21, June 3, and
August 4. In the last census, all the insects had died, so the bags
were collected and the eggs within them counted. Mean survival
was estimated as the number of insects observed alive within an
enclosure, averaged across the multiple census periods. Lifetime
fecundity was the number of eggs within an enclosure after the
final census. These two measures of fitness are dependent on one
another, but the latter does not apply to males. Because our
specimens were too young to sex when they were released into the
enclosures, each enclosure may have included zero, one, or two
females. However, this variation was completely random with
respect to treatment, and thus cannot confound our results (and
our survival data is less prone to this issue than the fecundity data).
We analyzed mean survival and lifetime fecundity using ANOVA
(separate analyses were run for each measure of fitness). The models
included two fixed factors with two levels each: (1) insect species, a
‘FROM’ factor with levels T. podura or T. chumash and (2) host
transplanted to, a ‘TO’ factor with levels Ceanothus or Adenostoma. The
models also included a random factor (block), and interaction terms.
A significant FROM * TO interaction indicates that the effect of host
species on fitness is dependent on the insect species, indicative of
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local adaptation and fitness trade-offs. We report the results from
both a full-factorial model, and from best-fit models inferred using
Akaike Information Criteria (AIC) coefficients [93]. In the latter
approach, AIC coefficient are used to select the linear model that
best fit the data, and the significance of the terms in the optimal
model is tested using a general linear model [following 84].
Acknowledgments
We thank T. E. Reimchen, A. Mooers, D. Schluter, L. Harmon, B.J.
Crespi, D. Bolnick, E. Svensson, four anonymous reviewers, and the
Schluter lab at UBC for discussion and comments on the manuscript. J.
Lee-Yaw provided field assistance and D. Bolnick assisted with the AIC
model selection.
Author Contributions
Conceived and designed the experiments: PN CS. Performed the
experiments: PN. Analyzed the data: PN. Contributed reagents/materi-
als/analysis tools: PN CS. Wrote the paper: PN CS.
References
1. Grinnell J (1917) The niche relationships of the California thrasher. Auk 34:
427–433.
2. Elton CS (1927) Animal Ecology. London: Sidwich & Jackson.
3. Hutchinson GE (1957) Concluding remarks-Cold Spring Harbor Symposia on
Quantitative Biology 22: 415–427.
4. Hutchinson GE (1959) Homage to Santa Rosalia or why are there so many kinds
of animals? Am Nat 93: 145–159.
5. Pianka E (1978) Evolutionary ecology. 3rd ed. NY: Harper & Row.
6. Schoener TW (1989) The ecological niche. In Cherrett JM, ed (1989) Ecological
concepts. Oxford: Blackwell Scientific. pp 79–113.
7. Chase JM, Leibold MA (2003) Ecological Niches: Linking Classical and
Contemporary Approaches. Chicago, IL: University of Chicago Press.
8. Harmon LJ, Kolbe JJ, Cheverud JM, Losos JB (2005) Convergence and the
multidimensional niche. Evolution 59: 409–421.
9. Wiens JJ, Graham CH (2005) Niche conservatism: Integrating evolution,
ecology, and conservation biology. Annu R Ecol Evol Syst 36: 519–539.
10. Forister ML, Ehmer AG, Futuyma DJ (2007) The genetic architecture of a
niche: patterns of variation and covariation in host use traits in the Colorado
potato beetle. J Evol Biol 20: 985–996.
11. Muller HJ (1942) Isolating mechanisms, evolution and temperature. Biological
Symposia 6: 71–125.
12. Mayr E (1947) Ecological factors in speciation. Evolution 1: 263–288.
13. Mayr E (1963) Animal Species and Evolution. Cambridge: Harvard University
Press.
14. Schluter D, Nagel LM (1995) Parallel speciation by natural selection. Am Nat
146: 292–301.
15. Funk DJ (1998) Isolating a role for natural selection in speciation: host
adaptation and sexual isolation in Neochlamisus bebbianae leaf beetles. Evolution
52: 1744–1759.
16. Schluter D (2000) The Ecology of Adaptive Radiation. Oxford: Oxford
University Press.
17. Coyne JA, Orr HA (2004) Speciation. SunderlandMA: Sinauer Associates, Inc.
18. Rundle H, Nosil P (2005) Ecological speciation. Ecol Letters 8: 336–352.
19. Funk DJ, Nosil P, Etges W (2006) Ecological divergence exhibits consistently
positive associations with reproductive isolation across disparate taxa. Proc Natl
Acad Sci USA, 103: 3209–3213.
20. Wu CI (2001) The genic view of the process of speciation. J Evol Biol 14:
851–865.
21. Gavrilets S (2004) Fitness landscapes and the origin of species. Princeton, NJ:
Princeton Univ. Press.
22. Jiggins CD, Mallet J (2001) Bimodal hybrid zones and speciation. Trends Ecol.
Evol 15: 250–255.
23. Beltra´n M, Jiggins CD, Bull V, Linares M, Mallet J, et al. (2002) Phylogenetic
discordance at the species boundary: comparative gene genealogies among
rapidly radiating Heliconius butterflies. Mol Biol Evol 19: 2176–2190.
24. Dopman EB, Perez L, Bogdanowicz SM, Harrison RG (2005) Consequences of
reproductive barriers for genealogical discordance in the European corn borer.
Proc Natl Acad Sci USA 102: 14706–14711.
25. Bull V, Beltran M, Jiggins CD, McMillan WO, Bermingham E, et al. (2006)
Polyphyly and gene flow between non-sibling Heliconius species. BMC Biology
21, 11.
26. Geraldes A, Ferrand N, Nachman NW (2006) Contrasting patterns of
introgression at X-linked loci across the hybrid zone between subspecies of the
European rabbit (Oryctolagus cuniculus). Genetics 173: 919–933.
27. Putnam AS, Scriber JM, Andolfatto P (2007) Discordant divergence times
among Z chromosome regions between two ecologically distinct swallowtail
butterfly species. Evolution 61: 912–927.
28. Roe AD, Sperling FH (2007) Population structure and species boundary
delimitation of cryptic Dioryctria moths: an integrative approach. Mol Ecol 16:
3617–3633.
29. Dre`s M, Mallet J (2002) Host races in plant-feeding insects and their importance
in sympatric speciation. Phil Trans R Soc Lond B 357: 471–492.
30. De Queiroz K (2005) Ernst Mayr and the modern concept of species. Proc Natl
Acad Sci USA 102: 6600–6607.
31. Mallet J, Beltran M, Neukirchen W, Linares M (2007) Natural hybridization in
heliconiine butterflies: the species boundary as a continuum. BioMedCentral
Evol Biol 7: 28.
32. Nosil P, Vines TH, Funk DJ (2005) Perspective: Reproductive isolation caused
by natural selection against immigrants from divergent habitats. Evolution 59:
705–719.
33. Nosil P (2007) Divergent host-plant adaptation and reproductive isolation
between ecotypes of Timema cristinae walking-sticks. Am Nat 169: 151–162.
34. Vines TH, Ko¨hler SC, Thiel M, Ghira I, Sands TR, et al. (2003) The
maintenance of reproductive isolation in a mosaic hybrid zone between
the fire-bellied toads Bombina bombina and B. variegata. Evolution 57:
1876–1888.
35. Sinervo B, Svensson E (2002) Correlational selection and the evolution of
genomic architecture. Heredity 89: 329–338.
36. Rueffler C, Van Dooren TJM, Leimar O, Abrams PA (2006) Disruptive
selection and then what? Trend Ecol Evol 21: 238–245.
37. Gray SM, McKinnon JS (2006) Linking color polymorphism and speciation.
Trends Ecol Evol 22: 71–79.
38. Svensson EI, Abbott J, Hardling R (2005) Female polymorphism, frequency
dependence, and rapid evolutionary dynamics in natural populations. Am Nat
165: 567–576.
39. Svensson EI, Abbot JK, Gosden TP, Coreau A (2008) Female polymorphisms,
sexual conflict and limits to speciation processes in animals. Evol Ecol in press.
40. Hubbs CL (1955) Hybridization between fish species in nature. Syst Zool 4:
1–20.
41. Arnold ML (1997) Natural hybridization and evolution. Oxford: Oxford
University Press.
42. Seehausen O, van Alphen JJM, Witte F (1997) Cichlid fish diversity threatened
by eutrophication that curbs sexual selection. Science 277: 1808–1811.
43. Seehausen O, Takimoto G, Roy D, Jokela J (2008) Speciation reversal and
biodiversity dynamics with hybridization in changing environments. Mol Ecol in
press.
44. Taylor EB, Boughman JW, Groenenboom M, Sniatynski M, Schluter D, et al.
(2006) Speciation in reverse: morphological and genetic evidence of the collapse
of a three-spined stickleback (Gasterosteus aculeatus) species pair. Molec Ecol 15:
343–355.
45. Richmond JQ, Jockusch EL (2007) Body size evolution simultaneously creates
and collapses species boundaries in a clade of scincid lizards. Proc R Soc Lond B
274: 1701–1708.
46. Futuyma DJ, Keese MC, Funk DJ (1995) Genetic constraints on macroevolu-
tion: the evolution of host affiliation in the leaf beetle genus Ophraella. Evolution
49: 797–809.
47. Kirkpatrick MP, Ravigne´ V (2002) Speciation by natural and sexual selection:
models and experiments. Am Nat 159: S22–S35.
48. Ortiz-Barrientos D, Reiland J, Hey J, Noor MAF (2002) Recombination and the
divergence of hybridizing species. Genetica 116: 167–178.
49. Rice WR, Salt GW (1990) The evolution of reproductive isolation as a correlated
character under sympatric conditions: experimental evidence. Evolution 44:
1140–1152.
50. Rice WR, Hostert EE (1993) Laboratory experiments in speciation: what have
we learned in 40 years? Evolution 47: 1637–1653.
51. Boughman JW (2002) How sensory drive can promote speciation. Trends Ecol
Evol 10: 1–7.
52. Bradshaw HD, Schemske DW (2003) Allele substitution at a flower colour locus
produces a pollinator shift in monkeyflowers Nature 426: 176–178.
53. Hawthorne DJ, Via S (2001) Genetic linkage of ecological specialization and
reproductive isolation in pea aphids. Nature 412: 904–907.
54. Noor MAF, Grams KK, Bertucci LA, Reiland J (2001) Chromosomal inversions
and the reproductive isolation of species. Proc Natl Acad Sci USA 98:
12084–12088.
55. Rieseberg LH (2001) Chromosomal rearrangements and speciation. Trends Ecol
Evol 16: 351–358.
56. Felsenstein J (1981) Skepticism towards Santa Rosalia, or why are there so few
kinds of animals? Evolution 35: 124–38.
57. Ortiz-Barrientos D, Noor MAF (2005) Evidence for a one-allele assortative
mating locus. Science 310: 1467–1467.
58. Nosil P, Harmon LJ (2008) Niche dimensionality and ecological speciation. In
Butlin R, Bridle J, Schluter D, eds (2008) ‘Ecology and Speciation’ Cambridge
University Press. pp xx–xx.
Multifarious Natural Selection
PLoS ONE | www.plosone.org 10 April 2008 | Volume 3 | Issue 4 | e1907
59. Rice WR (1985) Disruptive selection on habitat preference and the evolution of
reproductive isolation: an exploratory experiment. Evolution 39: 645–656.
60. Rice WR (1987) Speciation via habitat specialization: the evolution of
reproductive isolation as a correlated character. Evol Ecol 1: 301–314.
61. Rice WR, Salt GW (1988) Speciation via disruptive selection on habitat
preference: experimental evidence. Am Nat 131: 911–917.
62. Via S (2001) Sympatric speciation in animals: the ugly duckling grows up.
Trends Ecol Evolution 16: 381–390.
63. Berlocher SH, Feder JL (2002) Sympatric speciation in phytophagous insects:
moving beyond controversy? Ann Rev Entomol 47: 773–815.
64. Dambroski HR, Feder JL (2007) Host plant and latitude-related diapause
variation in Rhagoletis pomonella: a test for multifaceted life history adaptation on
different stages of diapause development. J Evol Biol 20: 2101–2112.
65. Seehausen O (2008) The sequence of events along a ‘‘speciation transect’’ in the
Lake Victoria cichlid fish Pundamilia. In Butlin R, Bridle J, Schluter D, eds (2008)
‘Ecology and Speciation’ Cambridge University Press. pp xx–xx.
66. Vickery VR (1993) Revision of Timema Scudder (Phasmatoptera: Timematodea)
including three new species. Can Entomol 125: 657–692.
67. Crespi BJ, Sandoval CP (2000) Phylogenetic evidence for the evolution of
ecological specialization in Timema walking-sticks. J Evol Biol 13: 249–262.
68. Sandoval CP (1994) The effects of relative geographic scales of gene flow and
selection on morph frequencies in the walking stick Timema cristinae. Evolution
48: 1866–1879.
69. Sandoval CP (1994) Differential visual predation on morphs of Timema cristinae
(Phasmatodeae: Timemidae) and its consequences for host range. Biol J Linn
Soc 52: 341–356.
70. Nosil P (2004) Reproductive isolation caused by visual predation on migrants
between divergent environments. Proc R Soc Lond B 271: 1521–1528.
71. Nosil P, Crespi BJ (2006) Experimental evidence that predation promotes
divergence during adaptive radiation. Proc Natl Acad Sci USA 103: 9090–9095.
72. Sandoval CP, Nosil P (2005) Counteracting selective regimes and host
preference evolution in ecotypes of two species of walking-sticks. Evolution 59:
2405–2413.
73. Bernays EA, Chapman RF (1994) Host-plant selection by phytophagous insects.
London: Chapman & Hall.
74. Funk DJ, Filchak KE, Feder JL (2002) Herbivorous insects: model systems for
the comparative study of speciation ecology. Genetica 116: 251–267.
75. Nosil P, Crespi BJ, Sandoval CP (2002) Host-plant adaptation drives the parallel
evolution of reproductive isolation. Nature 417: 440–443.
76. Nosil P, Crespi BJ, Sandoval CP (2003) Reproductive isolation driven by the
combined effects of ecological adaptation and reinforcement. Proc R Soc Lond B
270: 1911–1918.
77. Nosil P, Crespi BJ (2004) Does gene flow constrain trait divergence or vice-versa?
A test using ecomorphology and sexual isolation in Timema cristinae walking-
sticks. Evolution 58: 101–112.
78. Nosil P, Crespi BJ, Sandoval CP (2006) The evolution of host preferences in
allopatric versus parapatric populations of Timema cristinae. J. Evol Biol 19:
929–942.
79. Nosil P, Crespi BJ, Sandoval CP, Kirkpatrick M (2006) Migration and the
genetic covariance between habitat preference and performance. Am Nat 167:
E66–E78.
80. Nosil P, Egan SP, Funk DJ () Heterogeneous genomic divergence between
walking-stick ecotypes: ‘Isolation-by-adaptation’ and multiple roles for divergent
selection. Evolution 62: 316–336.
81. Law JH, Crespi BJ (2002) The evolution of geographic parthenogenesis in
Timema walking-sticks. Mol Ecol 11: 1471–1489.
82. Olendorf R, Helen Rodd F, Punzalan D, Houde AE, Hurt C, et al. (2006)
Frequency-dependent survival in natural guppy population. Nature 441:
633–636.
83. Nosil P (2006) Frequency-dependent selection: when being different makes you
not stand out. Curr Bio 16: 806–808.
84. Bolnick DA, Nosil P (2007) Natural selection in populations subject to a
migration load. Evolution 61: 2228–2243.
85. Bond AB, Kamil AC (2002) Visual predators select for crypticity and
polymorphism in virtual prey. Nature 415: 609–613.
86. Coyne JA, Orr HA (1989) Patterns of speciation in Drosophila. Evolution 43:
362–381.
87. Hendry AP, Day T, Taylor EB (2001) Population mixing and the adaptive
divergence of quantitative traits in discrete populations : a theoretical framework
for empirical tests. Evolution 55: 459–466.
88. Hendry AP, Taylor EB (2004) How much of the variation in adaptive divergence
can be explained by gene flow? An evaluation using lake-stream stickleback
pairs. Evolution 58: 2319–2331.
89. Carelton KL, Parry JWL, Hunt DM, Seehausen O (2005) Color visions and
speciation in Lake Victoria cichlids of the genus Pundamilia. Mol Ecol 14:
4341–4353.
90. Dijkstra PD, Seehausen O, Groothuis TGG (2005) Direct male-male
competition can facilitate invasion of new colour types in Lake Victoria cichlids.
Behav Ecol Sociobiol 58: 136–143.
91. Dijkstra PD, Seehausen O, Pierotti MER, Groothuis TGG (2006) Male-male
competition and speciation: aggression bias towards differently coloured rivals
varies between stages of speciation in a Lake Victoria cichlids species complex.
J Evol Biol 20: 496–502.
92. Sandoval CP (2000) Presence of a walking-stick population (Phasmatoptera:
Timematodea) after a wildfire. Southwest Nat 45: 19–25.
93. Akaike H (1973) International Symposium in Information Theory 2nd edn (eds
Petran, B.N. Csaki, F.) Akademiai Kiadi, Budapest. pp 267–281.
Multifarious Natural Selection
PLoS ONE | www.plosone.org 11 April 2008 | Volume 3 | Issue 4 | e1907
